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(57) Abstract 

The present invention is directed to novel polypeptides and to nucleic acid molecules encoding those polypeptides. Also provided 
herein are vectors and host cells comprising those nucleic acid sequences, chimeric polypeptide molecules comprising the polypeptides of 
the present invention fused to heterologous polypeptide sequences, antibodies which bind to the polypeptides of the present invention and 
to methods for producing the polypeptides of the present invention. 
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EXAMPLE 113: In Vitro Antiproliferative Assay 

The amiprolifcrative activity of various PRO polypeptides was determined in the investigational, disease- 
oriented in vitro anti-cancer drag discovery assay of the National Cancer Institute (NCI), using a sulforhodamine B 
(SRB) dye binding assay essentially as described by Skehan et al., /. NatL Cancer Inst, 82: 1 107-1 1 12 (1990). The 
60 tumor cell lines employed in this study ("the NCI panel"), as well as conditions for their maintenance and culture 
5 in vitro have been described by Monks et al., /. NatL Cancer Inst. 83:757-766 (1991). The purpose of this screen 
is to initially evaluate the cytotoxic and/or cytostatic activity of the test compounds against different types of tumors 
(Monks et al., supra; Boyd, Cancer: Princ. Pract. Oncol Update 3(10): 1-12 [1989]). 

Cells from approximately 60 human tumor cell lines were harvested with trypsin/EDTA (Gibco), washed 
once, resuspended in IMEM and their viability was determined. The cell suspensions were added by pipet (100 fiL 

10 volume) into separate 96-well micrduter plates. The cell density for the 6-day incubation was less than for the 2-day 
incubation to prevent overgrowth. Inoculates were allowed a preincubation period of 24 hours at 37°C for 
stabilization. Dilutions at twice the intended test concentration were added at time zero in 100 fiL aliquots to the 
microliter plate wells (1:2 dilution). Test compounds were evaluated at five half-log dilutions (1000 to 100,000-fold). 
Incubations took place for two days and six days in a 5% CO, atmosphere and 100% humidity. 

15 After incubation, the medium was removed and the cells were fixed in 0. 1 ml of 10% trichloroacetic acid 

at 40°C. The plates were rinsed five times with deionized water, dried, stained for 30 minutes with 0.1 ml of 0.4% 
sulforhodamine B dye (Sigma) dissolved in 1 % acetic acid, rinsed four times with 1 % acetic acid to remove unbound 
dye, dried, and the stain was extracted for five minutes with 0.1 ml of 10 mM Tris base 
[tris(hyaroxymemy l)arninomethane] , pH 10.5. The absorbance (OD) of sulforhodamine B at 492 nm was measured 

20 using a computer-interfaced, 96-well microtiter plate reader. 

A test sample is considered positive if it shows at least 50% growth inhibitory effect at one or more 
concentrations. The following PRO polypeptides gave positive results in at least one tumor cell line: PR0181, 
PR0237, PR0526, PR0362 and PR0866. 

25 EXAMPLE 114: Gene Amplification 

This example shows that genes encoding various PRO polypeptides are amplified in the genome of certain 
human cancers. Amplification is associated with overexpression of the gene product, indicating that the PRO 
polypeptide is a useful target for therapeutic intervention in certain cancers such as colon, lung and other cancers. 
Therapeutic agent may take the form of antagonists of PRO polypeptide-encoding genes, for example, murine-human 

30 chimeric, humanized or human antibodies against the PRO polypeptide. 

The starting material for the screen was genomic DNA isolated from a variety cancers. The DNA is 
quantitated precisely, e.g., fluorometrically. As a negative control, DNA was isolated from the cells of ten normal 
healthy individuals which was pooled and used as assay controls for the gene copy in healthy individuals (NorHu). 
The 5' nuclease assay (for example, TaqMan™) and real-time quantitative PCR (for example, ABI Prizm 

35 7700 Sequence Detection System™ (Perkin Elmer, Applied Biosystems Division, Foster City, CA)), were used to 
find genes potentially amplified in certain cancers. The results were used to determine whether the DNA encoding 
the PRO polypeptide is over-represented in any of the lung and colon cancers that were screened. The result was 
reported in Delta CT units. One unit corresponds 1 PCR cycle or approximately a 2-fold amplification relative to 
normal, two units corresponds to 4-fold, 3 units to 8-fold and so on. Quantitation was obtained using primers and 
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a Taqman™ fluorescent derived from the PRO polypcptide-encoding gene. Regions of the PRO polypeptide which 
are most likely to contain unique nucleic acid sequences and which are least likely to have spliced out introns are 
preferred for the primer derivation, e.g., 3 '-untranslated region. 

The 5' nuclease assay reaction is a fluorescent PCR-based technique which makes use of the 5* exonuclease 
activity of Taq DNA polymerase enzyme to monitor amplification in real time. Two oligonucleotide primers are used 
5 to generate an amplicon typical of a PCR reaction. A third oligonucleotide, or probe, is designed to detect nucleotide 
sequence located between the two PCR primers. The probe is non-extendible by Taq DNA polymerase enzyme, and 
is labeled with a reporter fluorescent dye and a quencher fluorescent dye. Any laser-induced emission from the 
reporter dye is quenched by the quenching dye when the two dyes are located close together as they are on the probe. 
During the amplification reaction, the probe is cleaved by the Taq DNA polymerase enzyme in a template-dependent 
10 manner. The resultant probe fragments disassociate in solution, and signal from the released reporter dye is free from 
the quenching effect of the second fluorophore. One molecule of reporter dye is liberated for each new molecule 
synthesized, and detection of the unquenched reporter dye provides the basis for quantitative interpretation of the data. 

The 5' nuclease procedure is run on a real-time quantitative PCR device such as the ABI Prism 7700TM 
Sequence Detection. The system consists of a thermocyler, laser, charge-coupled device (CCD) camera and 
15 computer. The system amplifies samples in a 96-well format on a thermocycler. During amplification, laser-induced 
fluorescent signal is collected in real-time through fiber optics cables for all 96 wells, and detected at the CCD. The 
system includes software for running the intrument and for analyzing the data. 

5* Nuclease assay data are initially expressed as Ct, or the threshold cycle. This is defined as the cycle at 
which the reporter signal accumulates above the background level of fluorescence. The Ct values are used as 
20 quantitative measurement of the relative number of starting copies of a particular target sequence in a nucleic acid 
sample. 

Genes encoding the following PRO polypeptides were found to be amplified in the above assay: PR0213-1 , 
PR0237, PR0324, PR0351. PR0362, PR0853. PR0615, PR0531, PR0618, PR0772, PRO703, PR0474, 
PRO1017andPRO792. 

25 

EXAMPLE 1 1ft Induction of c-to in Endothelial Cells 

Human venous umbilical vein endothelial cells (HUVEC, Cell Systems) in growth media (50:50 without 
glycine, 1% glutamine, lOmM Hepes, 10% FBS, 10 ng/ml bFGF), were plated on 96-well microliter plates at a cell 
denshy of 1x10* cells/well. The day after plating, the cells were starved by removing the growth media and treating 

30 the cells with 100 /ri/well test samples and controls (positive control: growth media; negative control: Protein 32). 
The cells were incubated for 30 minutes at 37°C, in 5% C0 2 . The samples were removed, and the first part of the 
bDNA kit protocol (Chiron Diagnostics, cat. #6005-037) was followed. 

Briefly, the amounts of the TM Lysis Buffer and Probes needed for the tests were calculated based on 
information provided by the manufacturer. The appropriate amounts of thawed Probes were added to the TM Lysis 

35 Buffer. The Capture Hybridization Buffer was warmed to room temperature. The bDNA strips were set up in the 
metal strip holders, and 100 jd of Capture Hybridization Buffer were added to each b-DNA well needed, followed 
by incubation for at least 30 minutes. The test plates with the cells were removed from the incubator, and the media 
was gently removed using the vacuum manifold. lOOjd of Lysis Hybridization Buffer with Probes were quickly 
pipetted into each well of the microtiter plates. The plates were then incubated at 55°C for 15 minutes. Upon 
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